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(57)Abstract: 

PURPOSE: To obtain a monoclonal antibody having bispecific property, 
capable of carrying out label by a labeling agent or cytoxin activating agent 
without chemically treating an antibody and capable of freely changing the 
labeling agent, etc. 

CONSTITUTION: The objective bispecific antibody being an antibody having 
specificity to two different antigens, in which either one of these antigens is 
biotin or a biotin derivative and the other is antigen different from the first 
antigen is obtained from a fused cell obtain by cell fusion of an anthbiotin 
monoclonal antibody producing cell having specificity to biotin or the biotin 
derivative and monoclonal, antibody producing cell having specificity to 
antigen other than biotin or a biotin derivative. 



LEGAL STATUS 

[Date of request for examination] 10.04.1997 

[Date of sending the examiner's 30.1 1 .1 999 
decision of rejection] 

[Kind of final disposal of application 
other than the examiner's decision of 
rejection or application converted 
registration] 

[Date of final disposal for application] 

[Patent number] 

[Date of registration] 

[Number of appeal against examiners 
decision of rejection] 

[Date of requesting appeal against 
examiner's decision of rejection] 

[Date of extinction of right] 



2/2 



JP,05-184383,A [CLAIMS] 



http://www4. ipdl.ncipi.go.jp/cgi-bin/tran_web_cgi_ejj 



* NOTICES * 

JPO and NCI PI are not responsible for any 
damages caused by the use of this translation. 

1 -This document has been translated by computer. So the translation may 

not reflect the original precisely. 

2.**** shows the word which can not be translated. 

3.1n the drawings, any words are not translated. 



CLAIMS 



[Claim(s)] 

[Claim 1] The bispecific antibody characterized by being the antibody which 
has singularity to two different antigens, for one side of this antigen being a 
biotin or a biotin derivative, and another side being this first antigen and a 
different antigen. 

[Claim 2] The bispecific antibody according to claim 1 characterized by being 
produced by the syncytium of the antibiotin monoclonal antibody production 
cell which has singularity to a biotin or a biotin derivative, and the monoclonal 
antibody production cell which has singularity to antigens other than a biotin 
or a biotin derivative. 

[Claim 3] The bispecific antibody according to claim 1 or 2 this first antigen 
and whose different antigen are protein, polysaccharide, nucleic acids, and 
these connectives. 

[Claim 4] The bispecific antibody according to claim 1 or 2 this first antigen 
and whose different antigen are a human serum albumin, a carcinoembryonic 
antigen, elastase 1, IgE, an insulin, a squamous-cell-carcinoma related 
antigen (SCC), and TSH. 

[Claim 5] syncytium TBHF1H 50 [(trust number) Fermentation Research 
Institute mycoparasite No. 11532] TBHF2H — 6 [(trust number) the 
Fermentation Research Institute mycoparasite No. 11531] or TBCF1H — the 
bispecific antibody according to claim 1 or 2 which 3 [(trust number) the 
Fermentation Research Institute mycoparasite No. 12287] secretes. 
[Claim 6] The bispecific antibody according to claim 1 to 4 whose biotin 
derivative is a biotin-ized enzyme or the biotin-ized fluorescent material. 



[Translation done.] 
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DETAILED DESCRIPTION 



[Detailed Description of the Invention] 
[0001] 

[Industrial Application] This invention relates to the bispecific antibody which has 
singularity to a different antigen from a biotin or a biotin derivative and this biotin, or a 
biotin derivative in more detail about a bispecific antibody. 
[0002] 

[Description of the Prior Art] As an approach of measuring the minute amount matter 
in body fluid, such as blood and urine, to high sensitivity, immunoassay is widely used in 
the medical field, especially the field of a diagnosis. Since it has advantages, like it is 
possible that the singularity is high and to supply a single antibody to a large quantity 
comparatively simply and, especially the monoclonal antibody by the hybridoma method 
since Milstein and others announced the process of the monoclonal antibody by the cell 
fusion of the myeloma cell of a mouse and the antibody forming cell in a spleen in 1975 
attracted attention dramatically, and is studied and used briskly. 
[0003] In using this monoclonal antibody as a marker antibody, chemical processing is 
performed to this antibody molecule, it is combined, and it uses radioisotope, the 
enzyme, or the fluorescent material for it. However, if such chemical preparation is 
performed to an antibody molecule, breakage is done to an antibody molecule, and the 
specific activity of an antibody falls, and the stability of an antibody is affected, and 
these cause [ of the assay stability of a system or sensibility ] lowering. 
[0004] On the other hand, two different antigen recognition nature is given into an 
antibody molecule using the singularity of a monoclonal antibody being high, the method 
of expanding the utilization range of an antibody is studied, and the report is already 
made about the antibody which is that one binding affinity of such a bispecific antibody 
recognizes an enzyme to be directly. However, since this antibody was what recognizes 
a direct enzyme, when using it in the field of an immunological diagnosis as a labelled 
antibody, it was not able to hang down versatility to the class of enzyme, i.e., the class 
of indicator agent,, either. 

[0005] Moreover, although the approach of making combine an antitumor agent with an 
antibody and acting to a tumor site as Dili Bar of the drugs selectively was studied in 
the medicinal field, since qualification of the both sides of an antibody which recognize 
the compound which is an antitumor agent, and a tumor site also in this case was 
needed, it was difficult [ it ] to have an adverse effect on an antitumor agent compound 
or an antibody, and to make various combination simply. 
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[0006] 

[Problem(s) to be Solved by the Invention] In view of the above thing, it could apply to 
the wide range indicator agent or the cytotoxin activator, and offer of the antibody 
excellent in stability was demanded. 
[0007] 

[Objects of the Invention] The indicator by the indicator agent or the cytotoxin 
activator is possible for this invention, without processing an antibody chemically, and 
further, even if it changes the indicator agent in system of measurement or changes a 
cytotoxin activator in cancer treatment, it offers the monoclonal antibody which has 
large applicable duplex singularity. 
[0008] 

[Means for Solving the Problem] The bispecific antibody concerning this invention is a 
monoclonal antibody which has singularity in both a certain kind of antigen, a biotin, or a 
biotin derivative. That is, by combining this bispecific antibody, the biotin-ized enzyme 
and a fluorescent material, or a cytotoxin active substance, it makes it possible to use 
as a marker or a targetting agent, without processing an antibody molecule chemically, 
and further, it is used for the increment in the stability of an antibody, and antigen 
system of measurement which is different in a biotin-ized enzyme etc., or also makes it 
possible to act as Dili Bar of various kinds of anticancer agents using the biotin-ized 
anticancer agent. 

[0009] The bispecific antibody concerning this invention can be produced according to 
the following procedure. 

[0010] First, the monoclonal antibody production hybridoma to the antigen which should 
be measured, and the monoclonal antibody production hybridoma to a biotin are 
produced according to the usual approach, respectively. Next, the respectively different 
enzyme of the nucleic-acid biosynthesis salvage pathway in these hybridomas is made 
to suffer a loss. That is, the monoclonal antibody production hybridoma to an antigen is 
hypoxanthine. Guanine Phospho ribosyl A transferase (HGPRT) deficit cell and the 
monoclonal antibody production cell to a biotin are thymidine. It considers as a kinase 
(TK) deficit cell. After uniting these two different enzyme defect cells by the 
polyethylene-glycol method, only syncytium is chosen using a HAT medium (culture 
medium which added hypoxanthine (10-4M), aminopterin (4x10-7M), and thymidine 
(1.6x1 0-5M) to the normal culture medium). Thus, obtained hybrid The cell strain which 
is producing the antibody which recognizes an antigen and a biotin simultaneously by 
cloning is chosen from a hybridoma, the obtained monoclonal antibody production stock 
is prescribed for the patient into the mouse abdominal cavity, antibody content ascites 
is produced, and the target antibody is obtained from this ascites. This antibody is a 
bispecific antibody with the binding affinity to an antigen, and the binding affinity to a 
biotin, and produces the system of measurement of an antigen, using this antibody as a 
marker. Moreover, it can also use as a targetting agent for carrying the compound 
which has the cytotoxin activity of HE, such as a tumor site, for this antibody. The 
above-mentioned monoclonal antibody production stock is a hybrid which it ****s to 
the Fermentation Research Institute, the Agency of Industrial Science and Technology, 
and is the Fermentation Research Institute mycoparasite No. (TBHF2H6) 11531 or the 
Fermentation Research Institute mycoparasite No. (TBHF1H50) 11532. The antibody 
which a hybridoma produces is a bispecific antibody which has singularity to a biotin 
and a human serum albumin, and can measure a human serum albumin by EIA by using 
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biotin-HRPO as an indicator agent using it 

[0011] Furthermore, the antibody which the hybrid hybridoma which is the Fermentation 
Research Institute mycoparasite No. (TBCF1H3) 12287 produces is a bispecific 
antibody which has singularity to a biotin and a carcinoembryohic antigen (CEA). 
[0012] As a hybridoma which produces the monoclonal antibody to a different antigen 
(the second antigen) from this biotin or a biotin derivative Monoclonal antibody 
production hybridoma HSAF6H1C11 to a human serum albumin, HSAF6H33C11, 
Monoclonal antibody production hybridoma IGEF3H22 to monoclonal antibody 
production hybridoma ELSF13H4 and IgE to monoclonal antibody production hybridoma 
CEAF22H5 and CEA3519 to a carcinoembryonic antigen, and elastase 1, Monoclonal 
antibody production hybridoma INSF9H2 to an insulin, monoclonal antibody production 
hybridoma SCCF1H3 to the squamous-celhcarcinoma related antigen SCC, monoclonal 
antibody production hybridoma TSHF8H4 to TSH, etc. Although it can mention, if it 
seems that the above processings are carried out and a bispecific antibody can be 
manufactured as a monoclonal antibody production hybridoma to this second antigen, it 
can use without being limited especially. 

[0013] In this case, as the second antigen which can be set, protein, a polypeptide, 
polysaccharide, nucleic acids, these connectives, etc. can be mentioned. Phosphorus 
protein, a lipoprotein, a glycoprotein, mucoprotein, bacteria, a virus, a tumor cell, 
rickettsias, or those surface antigens are mentioned to the inside of such a thing. 
[001 4] As protein and a polypeptide, tissue hormones, such as plasma protein, such as 
hormone, such as somatotropin, prolactin, an insulin, LH-RH, and gonadotropin, 
thyroxine binding globulin, alpha 1 -antitrypsin, an alpha 1 -acidity glycoprotein, alpha 
2-macroglobulin, and albumin, immunoglobulins or those fragments, a complement 
factor, a blood coagulation factor, secretin, and gastrin, are mentioned among such 
antigens. 

[0015] In addition, what was known as cancer-associated antigens, for example, CEA, 
AFP, and SCC, Span-1, CA 19-9, CA125, 72-B3 antigen (TAG-72), a T antigen, etc. 
can be raised. 

[0016] Moreover, the. receptor of cell surface etc. is raised. 

[0017] As the second antigen, various viruses and the production antigens of those, 
such as the various antigens which exist in a gram positive and a gram negative, a 
rickettsia, a mycoplasma or a hepatitis virus, an oncogenic virus, and an AIDS cause 
virus, are mentioned further again. Moreover, various kinds of drugs and drugs including 
drugs, such as antibiotics, such as various alkaloid, various steroids, penicillins and 
cephalosporins antibiotics, gentamycin, a kanamycin, and an erythromycin, a barbituric 
acid system drug, a catecholamine, and ephedrine, chlorpromazine, azepine, vitamins, 
and prostagladins are mentioned to the inside of these antigens. As long as it attains 
and deals in the object of this invention, these antigens can be chosen without limiting, 
and although known with the reference of the field concerned etc., they can be chosen 
from inside. 

[0018] Thus, the obtained bispecific antibody can be used for immunological system of 
measurement, such as a sandwich technique which measures the antigen in body fluid, 
such as blood, and a staining method which measures the antigen under organization. 
[0019] Can biotin-ize the compound which has cytotoxin activity, such as an anticancer 
agent, and a lysine and diphtheria toxin, further again, the bispecific antibody which 
recognizes a biotin and cancer-associated antigens especially is made to be able to 
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react with the biotin-ized cytotoxin activity compound, and antibody-drug conjugate 

can be formed. In this way, the obtained antibody-drug conjugate makes possible Dili 

Bar of the specific part which the bispecific antibody recognizes, for example, the drug 

to a tumor cell. In this way, if the obtained bispecific antibody is used, it will become 

possible to merely carry various drugs using a kind of antibody, 

[0020] Measurement of the antigen by the sandwich technique can be performed as 

follows. 

[0021] After making specimens, such as a blood serum and urine, react to the solid 
phase-ized antibody which was made to combine with insoluble support the antibody to 
the antigen which should be measured, and was obtained, washing clearance of the 
unreacted liquid is carried out. Next, the bispecific antibody solution which has binding 
affinity to a measurement antigen and a biotin is made to react After washing solid 
phase furthermore, it reacts to this by mixing the biotin solution which combined the 
enzyme. This reaction mixes the bispecific antibody and the biotin-ized enzyme 
beforehand, and may make this mixed solution react with the solid phase after making a 
specimen react This biotin-ized enzyme and the solid phase which reacted are washed, 
a substrate solution is added, and an enzyme reaction is made to perform. It can ask for 
the antigen concentration which should measure the absorbance of a reaction solution 
and should be measured from the standard curve which used the standard antigen 
instead of the specimen and was created, after stopping an enzyme reaction. 
[0022] As for the bispecific antibody of this invention, one antigen recognition site 
recognizes a biotin, and since it is combinable 'with protein, or a nucleic acid and other 
various chemicals, a biotin can use various compounds, such as a fluorescent material, 
without being limited to an enzyme as an indicator agent, and also it'can use various 
drugs, such as an antitumor agent. Furthermore, a biotin can also raise the sensibility of. 
system of measurement by using a system with avidin. 
[0023] 

[Example] Hereafter, this invention is explained based on an example. 
[0024] It is FUROINDO about production HSA(Miles Inc.)50microg of an example 1 
anti-human serum albumin (HSA) antibody production hybridoma. Complete The 
emulsion was prepared by the adjuvant (YATORON) and hypodermically [ of a BALB/c 
mouse ] was injected with this. This was performed 4 times every two weeks, 
HSASOmicrog was melted to the physiological saline after two more weeks, and a 
medicine was prescribed for the patient into the abdominal cavity. The spleen cell of 
this mouse was extracted three days after, and cell fusion was carried out to the 
mouse myeloma cell (P3x63Ag8 and U1 :P 3U1.) using the polyethylene-glycol method. 
This syncytium was investigated after selection using HSA which carried out anti-HSA 
antibody activity of a culture supernatant 1251 indicators by the HAT medium, cloning 
was performed further, and the anti-HSA monoclonal antibody production hybridoma 
(HSAF6H1C11, HSAF6H33C11) was established. 

[0025] The anti-HSA monoclonal antibody production hybridoma was prescribed for the 
patient into 2, 6, 10, and the abdominal cavity of the mouse which carried out 
14-tetramethyl pentadecane (pristane: Aldrich) processing, and antibody content 
ascites was produced. 

[0026] The subclass of the produced monoclonal antibody was IgG1. 

It is FUROINDO about biotin (VECTER Lab.) 100microg combined with the rabbit IgG as 

production carriea protein of the monoclonal antibody to example 2 biotin. Complete 
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The emulsion was prepared by the actfuvant (YATORON) and hypiodermically [ of a 
BALB/c mouse ] was medicated with this. This was performed twice every two weeks, 
biotin 100microg combined with Rabbit IgG after two more weeks was melted to the 
physiological saline, and a medicine was prescribed for the patient into the abdominal 
cavity. The spleen cell of this mouse was extracted three days after, and cell fusion 
was performed using the mouse myeloma cell (P3U1) and the poly ethylene-glycol 
method. It is horseradish about the antibiotin antibody activity of after selection and a 
culture supernatant at a HAT medium in this syncytium. Peroxy dace was investigated 
using the biotin [biotin-HRPO] (VECTER Lab.) which carried out the indicator, cloning 
was performed further, and the antibiotin monoclonal antibody production hybridoma 
was established. 

[0027] Monoclonal antibody BRIF2H15C23 secreted from these hybridomas was 
chosen. The subclass of this monoclonal antibody was IgG1. 

[0028] Anti-HSA and the monoclonal antibody production hybridoma of the HGPRT 
deficit-ized logarithmic growth phase of the (Production a) anti-HSA and the 
monoclonal antibody production cell of an example 3 salvage-pathway enzyme defect 
hybridoma (HSAF6H1C11, HSAF6H33C11) were cultivated for 3 hours by the culture 
medium which contains MNNG (N-methyl-N'-nit low N-nitrosoguanidine) ml Imicrog /, 
and mutagen processing was performed. After mutagen processing, after proliferating a 
cell by the usual culture medium for two days, it cultivated by the culture medium which 
added 8-azaguanine ml 20microg /. The cell (cell which salvage pathway is not 
committing) which cultivated in underground a part of cell (8-azaguanine resistant cell) 
which can be increased by this 8-azaguanine addition culture medium HAT time, and 
was not increased was chosen. The cell which furthermore has antibody activity to HSA 
by the EUSA method was chosen, and cell fusion was performed for this cell and a 
HGPRT deficit mouse myeloma cell (P3U1) by the poly ethylene-glycol method. The cell 
(HSAF6H1G, HSAF6H33J) which cannot be increased in a HAT medium among this 
syncytium was chosen. Since growth did not become possible in a HAT medium even if 
it made it unite with 3UP1 cell a 8-azaguanine resistant cell stock cannot increase in a 
HAT medium, it was checked that this 8-azaguanine resistant cell is a HGPRT deficit 
cell. 

[0029] (b) the antibiotin monoclonal antibody production hybridoma (BRIF2H15C23) of 
TK deficit-ized logarithmic growth phase of an antibiotin monoclonal antibody 
production cell — MNNG1microg/ml — it cultivated by the included culture medium for 
3 hours, and mutagen processing was performed. After mutagen processing, after 
proliferating a cell by the usual culture medium for two days, 
5-BUROMO-2'-deoxyuridine (BudR: sigma B-5002) was cultivated by the culture 
medium added ml 30microg /. The cell (cell which salvage pathway is not committing) 
which cultivated a part of cell (BudR resistant cell) which can be increased by this 
BudR addition culture medium in the HAT medium, and was not increased was chosen, 
the cell which is furthermore antibody activity to a biotin by the EUSA method — 
choosing — this and 3UP1 cell — PEG — cell fusion was carried out by law and the 
cell (BRIF2H15B1) which can be increased by the HAT medium was chosen. If a BudR 
resistant cell is TK deficit cell, the syncytium with 3UP1 cell which is a HGPRT deficit 
cell will compensate each other deficit enzyme, and growth of it will be attained in a 
HAT medium. As for the obtained syncytium, growth was checked in the HAT medium, 
and it was checked that this BudR resistant cell is TK deficit cell. 
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hybridoma HSAF6H1G (HGPRT-) produced in the production example 3 (a) of example 
4 bispecific antibody (TBHF1), and hybridoma BRIF2H15B1 (TK-) which were produced 
in the example 3 (b) — cell fusion was performed for 1.1x107 cell by the 
polyethylene-glycol method, respectively. The syncytium which cultivated in the HAT 
medium and carried out cell proliferation was selected after fusion, and the antibody 
activity to HSA and the biotin of a culture supernatant of this syncytium was 
investigated using the EUSA method. Next, this antibody was made to react to the 
ELISA plate which solid-phase-ized HSA, and biotin-HRPO was made to react to this. 
The HRPO activity on solid phase was measured using o-phenylenediamine and H202. 
Cloning of syncytium with bispecific antibody activity is performed after antibody 
activity measurement, and it is a hybrid. The hybridoma (table 1) was established. 
[0030] This hybrid A medicine was prescribed for the patient into the abdominal cavity 
of the BALB/c mouse which carried out pristane processing of the hybridoma, and 
antibody content ascites was produced. IgG1 this antinode underwater concentration 
was 2.4-1 3mg/ml. 
[0031] 
[A table 1] 
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production HSAF6H33J (HGPRT-) of example 5 bispecific antibody (TBHF2), and 
BRIF2H15B1 (TK-) — cell fusion was performed for 3.2x105 cells by the 
polyethylene-glycol method like production of the bispecific antibody (TBHF1) of an 
example 4, respectively. Bispecific antibody activity is measured for this syncytium 
after selection by the HAT medium, cloning is performed further, and it is a hybrid. The . 
hybridoma (table 2) was established. 

[0032] This hybrid A medicine was prescribed for the patient into the abdominal cavity 
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of the BALB/c mouse which carried out pristane processing of the hybridoma, and 
antibody content ascites was produced. IgG1 this antinode underwater concentration 
was 1.6-1 1mg/ml. 
[0033] 
[A table 2] 
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HSA sandwich technique EIA using example 6 bispecific antibody — anti HSA 

diluted solution (1000, 300, 100, 30, 10 ng/ml) 100microl and 200micro [ of 50mM 
phosphate buffer solutions ] I were made to react to the bead which solid-phase-ized 
HSA. monoclonal antibody HSAF6H1 (2microg/bead) at a room temperature for 3 hours 
After purified water washed this twice, bispecific antibody TBHF2H6 ascites diluted 
solution 100microl and 200micro [ of 50mM phosphate buffer solutions ] I were made to 
react at 4 degrees C overnight 300micro (1x106) of biotin-HRPO diluted solution I was 
made to react at a room temperature further after 2 times washing with purified water 
for 3 hours. The bead was moved to the test tube for a reaction after 2 times washing 
with purified water, 300micro (o-phenylenediamine, H202) of substrate solutions I was 
added, the reaction was stopped by 1000micro of 1-N sulfuric acids I after incubation 
for 15 minutes at the room temperature, and the absorbance in 490nm of a reaction 
solution was measured. Thus, the obtained result was shown in drawing 1 . 
[0034] 3519 shares of CEA which is HGPRT deficit-ized anti-CEA and the monoclonal 
antibody production hybridoma of example 7 antrCEA and a monoclonal antibody 
production cell was processed like the example 3 (a), and the 
hypoxanthine-guanine-phosphoribosyhtransferase (HGPRT) deficit stock was 
produced. Using 3519 shares of CEA, it is 8-azaguanine resistance and 20 sorts of HAT 
susceptibility cells were obtained. 

[0035] One A two shares in the HAT susceptibility cell produced according to the 
example 7 from 3519 shares of production CEA of an example 8 anti-CEA bispecific 
antibody and TK deficit stock BRIF2H15B1 cell produced in the example 3 (b) were 
processed like an example 4 or 5. Using every 2.8x106 pieces, each cell was united by 
1:1 and scattered in 400 wells. Consequently, growth of a cell was accepted into 18 
wells. What has the antibody activity over both CEA and a biotin by HAT screening was 
sorted out, two further screening processings were performed, and each clone of four 
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sorts of clones, H3, H4, and H5, and H6 f was established (what was obtained here was 
called TBCF1 cell.), among those the clone of H3, H4, and H5 carried out mouse 
antinode hydration processing. [ i.e., ] This actuation was also performed according to 
examples 4 and 5. 

[0036] It was with TBCF1H3 antibody (200microg [/ml ] antibody concentration 
according to SRID with the diluent of mouse ascites) obtained from TBCF1H3 clone 
obtained in the example 9 example 8, and sandwich technique EIA of CEA was 
performed. 

[0037] One bead which solid-phase-ized CEA4230 antibody is put in into the liquid 
which consists of CEA solution 100microl and buffer-solution 200microl of 0, 4, 10, 
40,200, and a 500 ng(s)/ml dilution train, and it was made to react, agitating at a room 
temperature for 3 hours. Backward above-mentioned TBCF1H3 antibody 
(200microg/(ml)) 100microl and 200micro of buffer solutions I washed 3 times with 
purified water were added. You made it react at 4 degrees C for 15 hours, and purified 
water washed 3 times. 

[0038] Next, the biotin-HRPO solution was 300microl Added, and after making it react, 
agitating at a room temperature for 3 hours, purified water washed 3 times. The bead 
was moved to the test tube for a reaction, after adding 300micro of substrate solutions 
I containing o-phenylenediamine, it was made to react for 30 minutes at a room 
temperature, 1000micro of 1-N sulfuric acids I was added, the reaction was stopped, 
and the absorbance in 492nm was measured. In addition, the buffer solution used here 
was a 50mM phosphate buffer solution (1% BSA, pH7.4). 
[0039] The standard curve of CEA obtained here was shown in drawing 2 . 
[0040] 

[Effect of the Invention] The bispecific antibody in this invention by combining with an 
enzyme, a fluorescent material, etc. which were biotin-ized Since it can be used as tray 
SATO, without it being possible to use it instead of the labelled antibody which 
combined the enzyme and the fluorescent material by the conventional chemical 
technique, and processing an antibody molecule chemically It has further the advantage 
of being able to use for improvement in manufacture effectiveness, the increment in 
stability, and the system of measurement of an antigen which is different in a 
biotin-ized enzyme etc. as a common reagent. 
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* NOTICES * 

JPO and NCI PI are not responsible for any 
damages caused by the use of this translation. 

1 This document has been translated by computer. So the translation may 

not reflect the original precisely. 

2.**** shows the word which can not be translated. 

3.1n the drawings, any words are not translated. 



DESCRIPTION OF DRAWINGS 



[Brief Description of the Drawings] 

[Drawing 11 Hybrid of this invention The standard curve of sandwich 
technique EIA of HSA created using the monoclonal antibody which a 
hybridoma secretes is shown. 

[Drawing 2] The standard curve of sandwich technique EIA of CEA obtained 
in the example 9 is shown. 
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